Moreover, multiplex CRISPR/Cas9-based gene editing can also be simultaneously 28 achieved through the use of different sgRNAs in animals and plants (Cong et al. 2013; 29 Feng et al. 2014; Wang et al. 2015 ; . It remains to be elucidated, 30 however, whether multigene-editing via CRISPR/Cas9 can be directed by a single 31 sgRNA seed. 32 To address this, we searched the Arabidopsis genome database and identified the 33 AtRPL10 family that includes three homologous members AtRPL10A (AT1G14320), 34 AtRPL10B (AT1G26910) and AtRPL10C (AT1G66580) coding for the Ribosomal 35 Protein Large 10 subunits. The three AtRPL10 genes reside at different loci on 36 Arabidopsis chromosome 1 ( Figure S1 ), sharing 81-88% nucleotide (nt) identities, 37 and their protein products are 95-98% identical (Table S1) 
46
We generated an 'AtRPL10 sgRNA+CRISPR/Cas9' construct in pCAMBIA1300 47 ( Figure 1A ). The AtRPL10 sgRNA consists of an identical 19 nucleotides 48 (ATGTTGGTATGAAGAGGAA) targeting the three genes. However, the protospacer 49 adjacent motif (PAM) is AGG in AtRPL10B and AtRPL10C, but GGG in AtRPL10A 50 ( Figure 1B) . A. thaliana ecotype Col-0 was transformed with the binary vector via the amplified the AtRPL10 target sequences using gene-specific primers (Table S2 ).
64
Incomplete EarI-digestion of the resultant PCR products suggests that AtRPL10A and 65 AtRPL10C were successfully edited in Line9 ( Figure 1E ).
66
To further characterize multigene-editing in these transgenic lines, we cloned the PCR Table S3 ; Dataset 70 S1). However, the efficiency of multigene-editing of all target sequences was 71 relatively higher ( Figure 1F ; Figures S5-7) although varied among AtRPL10A (8.8%), 72 AtRPL10B (3.8%) and AtRPL10C (23.6%) in Line9 (Table 1) . Using an alternative 73 assay, we identified 7 more (4 deletion and 3 substitution) mutations that were Figure S11-13 ). In total we sequenced 1,222 clones and identified 75 78 different mutations, 37 of which were a deletion of 2 nucleotides. There were single 79 cases of 1nt or 4nt-deletions, and 36 cases of 1nt-substitution (Table S3 ). Nevertheless, Dataset S1. Sequences of the PCR Products for the Three AtRPL10 Genes. 
